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Genotyping
The PCR primers used to genotype for the ATE1 deletion were LoxF 5' TGC CTC CAG CAT TGG ATG AA-3' and LoxR 5'-CCA TGG GTC TCC AAT TTG CA-3', or
FrtR2 5'-AGA CAG GGC CTC ATC AAG TA -3'. The PCR primers used to genotype for the PF4-Cre strain were the forward primer, located at the PF4 promoter (5'-CCC ATA CAG CAC ACC TTT TG-3') and the reverse primer, located at the Cre cDNA sequence (5'-TGC TAC AGT CAG CAG GTT-3').
Platelet Aggregation And Spreading
Platelet aggregometry was performed as previously described (19). For studies of platelet spreading, glass coverslips were coated with either 100 µg/ml fibrinogen or 30 µg/ml collagen type I in tissue culture plates at 4 o C overnight. The coverslips were washed three times with PBS and coated with 5% BSA at room temperature for 2 hours following two washes with PBS. Washed platelets were loaded onto the coverslip. The platelets were spread upon collagen or fibrinogen in the presence of either 1 U/ml thrombin or 500 nM PMA. Cell spreading was stopped by adding paraformaldehyde to a final concentration of 3.7% and then, permeabilized with 0.1%
Triton X-100. The cells were stained with Alexa Fluor ® phalloidin and probed with antibodies directed against β or γ -actin. The static platelet spreading images were taken by using the Nikon Image System and IP Lab Software. The area of cell spreading and the quantification of total F-actin and β or γ -actin were analyzed with NIH Image J software. Platelet adhesion was performed as described by Eriksson and colleagues (7).
Clot retraction
Platelet rich plasma was prepared by collecting blood with 1:10 3.8% sodium citrate via the vena cava and followed by spinning the blood at 200 g for 7 minutes. The platelets were pelleted by spinning the PRP at 1000 g for 10 minutes, while the platelet poor plasma supernatant was reserved for resuspending platelets and adjusting platelet density to 3 X 10 8 cells/ml. The platelet suspension was supplemented with 1mM CaCl 2 and incubated at 37 o C for 5 minutes in a water bath without shaking. Clot retraction took place by adding 10 U/ml of human thrombin followed by a gentle mix and incubation in a 37 o C water bath. The clot retraction was photographed at several time points during the full observation time. The percentage of clot retraction was quantified based on the 2D-image by using NIH Image J Software.
Carotid Artery Thrombosis Induced By FeCl 3
Six to eight week old mice (18-25 g) were used for these studies. This procedure has been previously described (22, 23).
Plasma Coagulation Assays
Mouse citrated platelet poor plasma (PPP) was prepared from blood collected via the vena cava with 3.8% sodium citrate and separated by centrifugation at 800g for 20 minutes at room temperature. Prothrombin time (PT) and activated partial thromboplastin (aPTT) assays were performed using 50 µl PPP diluted in buffer (10mM Tris, 150mM NaCl, 0.01% BSA) at 1:1, mixed with the TriniClot PT excel reagents for the PT assay or with the TriniClot automatic aPTT for the aPTT assay by following the manufacturer's instructions. PT or aPTT time was measured at 37 o C with the Diagnostica Stago STart 4 Hemostasis Analyzer.
